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This international preliminary examination report has been prepared by this International Preliminary Examining Authority 
and is transmitted to the applicant according to Article 36. 



2. This REPORT consists of a total of . 



. sheets, including this cover sheet. 



□ This report is also accompanied by ANNEXES, i.e., sheets of the description, claims and/or drawings which have 
been amended and are the basis for this report and/or sheets containing rectifications made before this Authority (see 
Rule 70.16 and Section 607 of the Administrative Instructions under the PCT). 



These annexes consist of a total of _ 



sheets. 



3. This report contains indications relating to the following items: 



Basis of the report 
II Q Priority 

III p^fe^on-establishment of opinion with i^ard to novelty, inventive step and industrial applicability 
I I Lack of unity of invention 
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VIII 
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Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 

Certain documents cited 

Certain defects in the international application 

Certain observations on the international application 



Date of submission of the demand 

18 February 2000 (18.02.00) 


Date of completion of this report 
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Authorized officer 
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INTERNATIONAL PRELIMINARY EXAMINATION REPORT 



i^Jfetional application No. 

PCT/JP99/03551 



I. Basis of the report 



1. With regard to the elements of the international application:* 
the international application as originally filed 

the description: 

pages ^ ^ 

pages 

pages 



□ 



, as originally filed 
, filed with the demand 



, filed with the letter of 



□ 



the claims: 

pages 

pages 

pages 

pages 



, as originally filed 

, as amended (together with any statement under Article 19 

, filed with the demand 



filed with the letter of 



□ 



the drawings: 

pages 

pages 

pages 



, as originally filed 
, filed with the demand 



, filed with the letter of 



I I the sequence listing part of the description: 

pages 

pages ^_ 

pages 



, as originally filed 

_ , filed with the demand 



filed with the letter of 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language _ which is: 

I I the language of a translation furnished for the purposes of international search (under Rule 23.1(b)). 
I I the language of publication of the international application (under Rule 48.3(b)). 

I I the language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 
or 55.3). 

With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
preliminary examination was carried out on the basis of th^equence listing: 

I I containedmthe international application in written form. 

1^ filed together with the international application in computer readable form. 

I I furnished subsequently to this Authority in written form. 

I I furnished subsequently to this Authority in computer readable form. 

I I The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been fiimished. 



□ 



The amendments have resulted in the cancellation of: 

I I the description, pages 

I I the claims, Nos. ^ 

I I the drawings, sheets/fig 



□ This report has been established as if (some of) the amendments had not been made, since they have been considered to go 
beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed'' and are not annexed to this report since they do not contain amendments (Rule /VAt 
and 70.17). 

** Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this report. 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 



1 . Statement 

Novelty (N) Claims 1-9 

Claims NO 

Inventive step (IS) Claims 1-9 

Claims NO 

Industrial applicability (lA) Claims 1-9 

Claims NO 



2. Citations and explanations 

The subject matters of claims 1-9 are neither described in any of the documents cited in the ISR and the 
documents considered to relate to the present invention, nor could have been easily invented by a person 
skilled in the art by combining the descriptions of those documents. 
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(54)Title: METHOD FOR ISOLATING SATELLITE SEQUENCE 



(57) Abstract 

A library having an elevated homogeneity is obtained by cleaving a genomic DNA by a method not depending on base sequences, for 
example, ultrasonication. By selecting a satellite sequence from this library, the isolation efficiency can be elevated. Thus, a microsateUite 
sequence useful as a DNA marker can be efficiently isolated. 
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( + ). pBluescriptKS( + ) (V>-rn *)StratagenettS!i) 'PpmsmcD'jk^O)-^^ ^ - 

ti5i^-B-fef^lcDNA=felfl]lKUTyy V — tt^o pCR-ScriptSK( + ){3 J; 

^mmmm:H±. (=r>t:7^> Xll-Blue MRF'^. XL2-Blue MRF\ 

ia?'Jffl®^D — "^-^^ofen d::^— v'N-r ^ — -> 3 XCan.J.Fish.BioL, 

51: 1959-1996, 1994)^^ 7°^ "x'— :^5^> i> 3 >(Proc. Nat 1. Acad. Sci. USA. 
,89, 3419-1423, 1992){za-^'V^TtT3 C ^*^"T' ^ ^ho^ ti ^ V Hf-i> 
3>-e{i. HulBff^Slsf^«(7):n Drl-^7^;^^-{::^¥b^ i:x.{f (GT)n 

hi^^#f)Mbie^'j^j#ofe:7°D— y'^/N-r -7''; x^-fr^o rn— y 

v-ji^;^7^>i>3 >T'{±x >f J h.'y^V^'y 'J -^l^MDNAh UT 
[IIlK-r2)o }t^iX(^pCR-ScriptSK( + )<&^^^-i: U-rfflV^fci:#> ff^Mlcf^bfe 

C ^- 7 T - VCS-M13^ ^ -B-T . mm X. 7 T - h U T > 
- h ^ 1 miR-r a ^ :^P'T- § ?>o 7 T - V 7 «y >r - V > nfeDNA 
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3%) o ^fcbhT'{i> (dC-dA/clT-dG)n. afe€.l^^i(dC-dT/dA-dG)n^l^-:>;feM^^ 
2*MJS>l^<bU. Mung bean^ ^ IxT— tf^(c J; oTl;*:aiDNA>£^l?-m(^-9-7^^ 

DNA^ii]iixbT^®ia?^ij^^^;s-rtL{^s v-y^^^ hnmcom^-^^TT^o 

^J^3iJ^/^■f {i> :7°^^ aSatv:7 hPrimer Premier (Premier Biosoft Intern 

^mrr-r^^Ltizx^x. m~^^.x$)^f^m^i^mm-r^^tt^x^^a -9-7^ 
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mma^mmtamm 
(1) ^nTu\^dMm^(Dmm 

^0^*7 1^ (Haliotis discus discus)DNAcDll{im{ix ;^gl5^l^5!p ?>TNES-Urea^i£(F 
isheries Sci. ,62,723-726, 1996)(C£p DTtfo ;to;t fe' L4-[I|{i4M J^^^^fflU 
;feo20/zg/ml«®^V ADNA?§?S550//l^?^aJb:fe>?p'^;S^^)gMbT(20 kHz, 
Amplitude 10. 1^>P»^. 50.), dM^m^iti^tzo lO^tzgffi ^©SMDNA. 30idM C 
H3C00Na(pH4.6). 50inM NaCK ImM (CHaCOOzZn. 5% ^' U -fe D J; t>'60uiiits 
CDMung bean ^^bT— tf im^mmM:) ^^tS^ZuKD^h^m^. 37°Cs m^PES 

^>^n.-<-hUT. DMmh-(D^-^ y r^'^cDmm tMi^^^m^hi^tco 1.2% 

p - y ;i/ T' m^r*i/J ^ ff o T 300-500bp AzMfz^ DNA^M' ^ [UllX b o IhUR 
b;^iSWDNA. 20 //M dNTP. SOmM Tris/HCl(pH8. 5). 7inM MgCl^. 15mM (NH4)2S04. 
lOmM 2-^;b:*jr h Ji^ y-;U,0.1iDM EDTAi^cl:t>'10units(7DT4 DNA 4^U^-5-Hf 
S^iflOO/ilOSJ^ir^Ss 37°Cs intPal^ >dri^- h LT. DNA 
»TM-©?;?iii*i^^¥mbfco ^^tlSWDNA. 0.2mMrATP. SOmM Tris/HCl(pH7. 
6). lOmM MgCl.,. lOmM 2- A Jlti y° h j —jl^xmOmitsCOn -^^^y^^U^ 

^\^^i—iz (Mmmm'M) ^^ti^ouKDis-fit^m^. 37°c. mm^ >^::l-<- 
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(2) AdMmfnCDr^Xl K^^iS?-- N£7)j!Ii^ 
l//g+0M3®pCR-Script SK( + )^^^- (Stratagenei^). 25mM Tris/Acetate(pH7. 
6)s lOOmM KOAc. lOmM MgOAc. 0.5mM 2-^ Jlti y° h ^ —ji, 10//g/ml BSAiJ 
ctt^'10unitsc7)SlJ|5ig#SS^fI (Stratageneft^) ^^ts 10 uKDKmm^. 37°C. 1 

^— v^rt^s 3/zg#Il'|CDaMDNA. 10units©SrfK O.SmMrATP. 66inM Tris/HCl(p 
H7.6). 6.6mM MgCl;;. lOmM S-'^:t;^U-r J:tf20units®T4 DNAU:^"— Hz' 

(m^immm) ^^t^souicD^mm^. 24°c. -ii^fe-Y>;^i-^-hbTDNAif>t 

^^^^-^M^b/ro 65°C. l^^mUmmmLXs DNA'J:tf— tfS^^fg^-a-;^^ 
. SrfI^^?,(zlOunits*PX.. 37°C. IBtP^-i' > ^j- ^— h LT. -tr;i/7 ^ ^ 

(3) iMmuii^mdM)(Dmm 

5*©tg«5"iL — XL2-Blue MRF' ultracompetent cells (Epicurian col 
i ultracompetent cells,StratageneM)S100>tzlo"oAtls ^5=- j- — :/{c200ng 

#^^-^(-900^1®NZYtgj:t(Maniatis:Molecular Cloning: A Laboratory Manu 
al, 2nd ed.,Cold Spring Harbor Laboratory Press, New York, 1989. )^^Qx.^ 3 

pfuffii^(7)VCS-M13 helper phage^M^, 37"^ 20^P^i»aft. tii-^-(iy>m 

^tflOOml(DTerrificig-Jt(Maniatis:Molecular Cloning: A Laboratory Manual, 
2nd ed.,Cold Spring Harbor Laboratory Press, New York, 1989. ){cAtl^ 37'C> 
immmtommLtzo tmi^tzlerrmctm^s 0°C. H.OOOrpmT-lO^PBmt* 
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^:^7j^-T-ir;i/itfE^X^,m3)K,^#,m^, 1996, pp. 51-55.) {ct^^oTPEG 
=£20 o ® ;j ( Jpn . Poult . Sc i . , 33 , 292 . 299 , 1 996 ) o T 

(CA),2;r u di^^v^^ ^-^fflv^-r7°^-r ^— :r-^;^^>i^3>^ffi.^> (tg/ca) 

U f- h^^#-^DNArrM-*^'tfA^tlytr^;< ^ KDNA^Jil^l'J bfco 3;ag>tel© 1 * 
^DNA^ 0.2iiiM dNTP. 20mM Tris/HCl(pH8.8)s lOmM KCK lOmM (NH4)2S04. 2inM Mg 
SO4. lOOAdg/ml BSA. 0.1% Triton X-100i5 J:m00pmol©(CA),2:t U =J 7 ^ b 
h'S^tf98//l®v§MSs 72'"C. lO^r^ru hi-T^^* >^'b;feo Z.CDmmiz5mit 
sCDPfu DNA ^"U^^— (StratageneM) Sr^PX.^ ^ ^ JlX-MMly. 7 

2°C> 30^P^-r >^^^— h :7aiy— ;i/ltms 3i^y-;i/^M^^foT> 

Ligation high. MmmwD^m^^x-^imu^mm^-^tzm. mmmiG5'c. 

l5^m)lz.<L'ordM^) ij—ti^^^m^-^tzo ^ommt. SOmM CH3C00Na(pH4.6K 
SOinM NaCK ImM (CH3C00)2Zns 5% ^" U -fe D— J;t>'30units(7)Mung bean7 ^ 1/ 

-:ii^;5^7^>^>3>^n:&5b^o/il*»A^Y^<bbfeo 7aiy-;u/^DD7t^;i/ 
AMads ^^'^ y-Mtmz^-DXdM^mm.L. 60/z1OTE Buffer(c?§^b;to 

|o]lR$tlfeDNA(l3t^liDNA100ngffiH^)^XL2-Blue MRF' Ultracompetent cells^ 
BKf^t^Lfe?^. r> fv 'J >50/ig/ml^atf2xYT^^igtt!l(Maniatis: Molec 
ular Cloning:A Laboratory Manual, 2nd ed.,Cold Spring Harbor Laboratory P 
ress,New York, 1989. )CJ|IP1 37''C. -mmLtzo iS«ru-h±-C\ ilf^ 
^{Z^>>^;H3D--^t:>y i^T>y7"b> 7'>f>' U >(a^irHS50//g/inl) ^^tf 
2xYTtgil!l(Maniatis: Molecular Cloning:A Laboratory Manual, 2nd ed.,Cold 
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Spring Harbor Laboratory Press, New York, 1989. )2mlcf3T\ ST'C^ — B^tgii^i^ 
mLtz'^s '^m (^^■x'-^r;Uit1'E^X^,^3K,AS,:^Js,l996,pp. 51-55. 

MMUTtr^:?^^ KDNA(1*^DNA 4ng^@^)$0.5N NaOHTT;!/* U Us 
^D>^>^lx> (No. 1209299, Boehringer Mannheim)(cf2?i^-tt. 120*'CT30^ 
m^—^Ltco (CA),o:^';=i'7 ^ bTf-^ K^DIG;^ U ^ l^WM^^ h(D 

IG Oligonucleotide Tailing Kit,Boehringer Mannhe 

>mm,\^tzyn-yt. dimmma^i^'y ^(DIG Nuclelc Acid Detection Kit, 
Boehr inger Mannhe im ) ^ fSffl L T . J^^n * U *s o T ( CA )nm&. ^ P - > ® t^m 

(5) ^;i/v-^3i>:?; 

Lfeo i^— ^a^>X;S;^^{lli. 5'5feJ^^Cy5^^;i/U/iKS:/^-f T-ijJitFRever 
se primer hi^—-^ h (ThermoSequence fluorescent labeled primer 

cycle sequencing kit with 7-deaza-dGPT,Ainersham)^f^ffl Lx ^3:>Xiz 
ti^^DNAi/—^ a: >+h-(ALF express, Pharmacia)^^^ b/io m^btlt^m&m 
^iiCD^—'^ti^^^ ^^-fv— aSatV7 h (Primer Premier, Premier Biosoft Int 
ernationali^)(ZJ;oT. CAU f- h ^^t?tiMT% mMtny^^-^-^mnfl^tz 

mmoi^mmmmmztmLtctii ^ -e^^ (#^d^w'js^tc^ij;&-r ^) o 

l-24^T'®^li(zoi,ATtt. ^TPCR®;feto®:7°^^-e-©i§=t75)SqJtg-r-^D. Cl 
-^9(7)^^(1,3,8, 10, 13, 15, 16, 19, 24)ic ■QV^■r^if'M^fi^ si'. -r 5 ^ :i>5T' ^ 

to 

l.(CA)4, 
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2. (GACT)2(CTCA)7(CA)2CT(CA)!, 

3. C5CAC2(CA)i2TA(CA)g 

4. (CA)v 

5. (CA),6 

6. (GA)2CAGA(CA)5 

7. CA3GA2C3A3(CA)5 

8. (CGCA)<,TGCAC2(CA)2 

9. (CT)3(CA2),(CA)s 

10. (CA)25 

11. CACT(CA),6TACA 

12. CA3(CA)2T(CA)4 

13. (CA)3o 

14. CA2GCA2C(CA)25 

15. (CA)2CT(CA),3(CGCA)H{CA)e 

16. (CA)8(CG)4 

17. (CA)6(CG), 

18. (CA)5 

19. (CA)26 

20. TACATA(CA),2 

21. (CA)zCA3(CA)6 

22 . ( CA)2AC( CA)3AC ( CAC )2 ( CA ), 

23. (CA)8(TGCA)2 

24. (CA)34 

25. (CA)7(CGCA)2CGA2(CGCA)2A2(CA)2(CG) 

26. (CA)8 

27. CAC8(CA)9C4 
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28. (CA)6(GA)2 

29. (CA)2e 

30. (CA)25 

31. CAG(CA)5TACA 

32. (CA3)3(CA)A3(CA)i2G2CA(CG2)3 

^:/-5U- (48^D->) (Do-^. m5% (41^P->) A^'(CA)n^f±^ o->T" 

afeofe (mi) o :i.(Do-^. miWzm/vrdZ2m(D{ck)nm¥t^n->(D^>-'!7:z. 

>X^n-otzm^. 24^D->(72%)T-PCRr^^ v-(7)Hgaf*5prggT'^-ofeo B 



u h ^xm^tz'^rnxmrnt^^fj^^tciitttm-r^t. M&iz^m<t^tix\.^ 
mem (Dy^-fv-^m\^Lo ^i)(Dx^^^it^^mt-<^60j^x^^orzt 

^i:^mmmizm]^tzmxi±. am±ig«rb-h±®6G'm± (0.85x24/32) ® 
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8 . -tf 7^ ^ ^ h ^ D itT^ ^ >r h iB^ijT-^ ^ . If 5fcJi 1 ©It 5^ ^ h 

iB^iJ®¥^:^?io 
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mm 

SEQUENCE LISTING 
<110> National Research Institute of Agrobiolc^ical Resources 

<120> Methods for Isolation of satellite Sequence, 

<130> microsatellite 

<140> 
<141> 

<160> 32 

<170> Patentin Ver. 2.0 

<210> 1 
<211> 82 
<212> DNA 

<213> Haliotis discus discus 
<400> 1 



cacacacaca cacacacaca cacacajcaca cacacacaca cacacacaca cacacacaca 60 
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cacacacaca cacacacaca ca 82 

<210> 2 
<211> 60 
<212> DNA 

<213> Haliotis discus discus 
<400> 2 

gactgactct cactcactca ctcactcact cactcacaca ctcacacaca cacacacaca 60 

<210> 3 
<211> 51 
<212> DNA 

<213> Haliotis discus discus 
<400> 3 

ccccccaccc acacacacac acacacacac acatacacac acacacacac a 51 

<210> 4 
<211> 14 
<212> DNA 

<213> Haliotis discus discus 
<400> 4 



cacacacaca caca 



14 
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<210> 5 
<211> 32 
<212> DMA 

<213> Haliotis discus discus 
<400> 5 

cacacacaca cacacacaca cacacacaca ca 32 

<210> 6 
<211> 18 
<212> DNA 

<213> Haliotis discus discus 



<210> 7 
<211> 23 
<212> DM 

<213> Haliotis discus discus 
<400> 7 

caaagaaccc aaacacacac aca 23 



<400> 6 



gagacagaca cacacaca 



18 



<210> 8 
<211> 46 
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<212> DM 

<213> Haliotis discus discus 
<400> 8 

cgcacgcacg cacgcacgca cgcacgcacg cacgcatgca cccaca 

<210> 9 
<211> 25 
<212> DNA 

<213> Haliotis discus discus 
<400> 9 

ctctctcaac aacaacacac acaca 

<210> 10 
<211> 50 
<212> DNA 

<213> Haliotis discus discus 
<400> 10 

cacacacaca cacacacaca cacacacaca cacacacaca cacacacaca 

<210> 11 
<211> 40 
<212> DNA 

<213> Haliotis discus discus 
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<400> 11 



cactcacaca cacacacaca cacacacaca cacacataca 



40 



<210> 12 
<211> 17 
<212> DM 

<213> Haliotis discus discus 
<400> 12 

caaacacatc acacaca 17 

<210> 13 
<211> 60 
<212> DNA 

<213> Haliotis discus discus 
<400> 13 

cacacacaca cacacacaca cacacacaca cacacacaca cacaceicaca cacacacaca 60 

<210> 14 
<211> 58 
<212> DNA 

<213> Haliotis discus discus 



wo 00/11156 



• 



PCT/JP99/03551 



<400> 14 

caagcaacca cacacacaca cacacacaca cacacacaca cacacacaca cacacaca 58 

<210> 15 
<211> 88 
<212> DNA 

<213> Haliotis discus discus 
<400> 15 

cacactcaca cacacacaca cacacacaca cacgcacgca cgcacgcacg cacgcacgca 60 
cgcacgcacg cacgcacaca cacacaca 88 

<210> 16 
<211> 24 
<212> DNA 

<213> Haliotis discus discus 



<400> 16 



cacacacaca cacacacgcg cgcg 



24 



<210> 17 



<211> 20 



<212> DNA 



<213> Haliotis discus discus 



<400> 17 
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20 



cacacacaca cacgcgcgcg 

<210> 18 
<211> 10 
<212> DM 

<213> Haliotis discus discus 



<400> 18 

cacacacaca 10 

<210> 19 
<211> 52 
<212> DM 

<213> Haliotis discus discus 
<400> 19 

cacacacaca cacacacaca cacacacaca cacacacaca cacacacaca ca 52 

<210> 20 
<211> 30 
<212> DM 

<213> Haliotis discus discus 
<400> 20 



tacatacaca cacacacaca cacacacaca 



30 
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<210> 21 

<211> 20 
<212> DM 

<213> Haliotis discus discus 
<400> 21 

cacacaaaca cacacacaca 20 

<210> 22 
<211> 30 
<212> DM 

<213> Haliotis discus discus 
<400> 22 

cacaaccaca caaccaccac czicacacaca 30 

<210> 23 
<211> 24 
<212> DM 

<213> Haliotis discus discus 
<400> 23 

cacacacaca cacacatgca tgca 24 



<210> 24 
<211> 68 
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<212> DNA 

<213> Haliotis discus discus 
<400> 24 

cacacacaca cacacacaca cacacacaca cacacacaca cacacacaca cacacacaca 60 
cacacaca 68 

<210> 25 
<211> 44 
<212> DNA 

<213> Haliotis discus discus 
<400> 25 

cacacacaca cacacgcacg cacgaacgca cgcaaacaca cgcg 44 

<210> 26 
<211> 16 
<212> DNA 

<213> Haliotis discus discus 
<400> 26 

cacacacaca cacaca 16 



<210> 27 
<211> 32 
<212> DNA 
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<213> Haliotis discus discus 



<400> 27 



cacccccccc cacacacaca cacacacacc cc 



32 



<210> 28 
<211> 16 
<212> DM 

<213> Haliotis discus discus 
<400> 28 

cacacacaca cagaga 16 

<210> 29 
<211> 52 
<212> DNA 

<213> Haliotis discus discus 



<400> 29 



cacacacaca cacacacaca cacacacaca cacacacaca cacacacaca ca 



<210> 30 



<211> 50 



<212> DNA 



<213> Haliotis discus discus 
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<400> 30 



cacacacaca cacacacaca cacacacajca cacacacaca cacacacaca 



50 



<210> 31 
<211> 17 
<212> DMA 

<213> Haliotis discus discus 
<400> 31 

cagcacacac acataca 17 

<210> 32 
<211> 55 
<212> DNA 

<213> Haliotis discus discus 



<400> 32 

caaacaaaca aacacacaca caaacacaca cacacacaca cacacacagg cacggcggcg 60 
K 61 
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